The present review article attempts to summarize the use of deep eutectic solvents in the extraction of flavonoids, one of the most important classes of plant secondary metabolites. All of the applications reviewed have reported success in isolation and extraction of the target compounds; competitive, if not superior, extraction rates compared with conventional solvents; and satisfactory behavior of the extract in the latter applications (such as direct analysis, synthesis, or catalysis), wherever attempted. Appl. Sci. 2019, 9, 4169 2 of 23 plants that are considerably rich in flavonoids. This legacy has fueled much of the research listed in this project, directing green extraction towards traditional herbs, fruits, or common foods in the hopes of isolating useful substances, including flavonoids [2, 3] .
Introduction
The global turn towards green chemistry is an integral approach towards conventional chemical practices. Following this trend, both raw materials and processes are being re-evaluated from the ground up, combining the research for naturally, sustainably sourced raw materials with eco-friendly, cost effective, and lean processes.
Research on multiple compound groups is being carried out globally, aiming at isolating substances with significant health, well-being, or other benefits from natural sources, through green methods.
The present review focuses on the extraction of flavonoids, an immense category of compounds found in plants and natural products. Furthermore, the review is dedicated to conventional and novel extraction methods using classic or natural deep eutectic solvents, a new category of green solvents with exceptional solvent properties, as well as generally green behavior.
An inclusive overview of the current research being carried out on the extraction of flavonoids using deep eutectic solvents is provided. The main conclusions, issues, and trends are analyzed in order to comprise a solid foundation for further research or more focused application.
Flavonoids
Flavonoids are a category of naturally occurring organic compounds found in fruits, vegetables, or grains. Flavonoids, as a group, include upwards of 8000 different identified compounds, which are responsible for a number of functions within plants, such as the coloration of the different parts of fruits or vegetables (leaves, flower, peel), as well as shielding against UV rays or external threats, such as pathogens. They can be located in other subsystems as well, such as the bark or the roots of the plant, where they might serve similar or different purposes [1] .
The interest around extraction of flavonoids stems from the multiple health benefits they provide. Cardiovascular benefits, anticancer activity, and neurological system fortification are only some of the many actions this group. Flavonoid intake has been involuntarily pursued in medicine since ancient times. Herbal medicine, such as traditional Chinese or Mediterranean medicine, has helped breed since ancient times. Herbal medicine, such as traditional Chinese or Mediterranean medicine, has helped breed plants that are considerably rich in flavonoids. This legacy has fueled much of the research listed in this project, directing green extraction towards traditional herbs, fruits, or common foods in the hopes of isolating useful substances, including flavonoids [2, 3] .
From a chemical structure standpoint, all flavonoids stem from a main skeleton that they share, and differentiate from each other based on the substituents attached to any part of the structure (Figure 1 ). They possess phenolic and pyrane rings in their structures and have many subclasses, such as flavanols, flavones, flavanones, chalcones, and anthocyanidines. The flavonoid skeleton is comprised of an aromatic ring linked on one side with a six-membered heterocyclic ring, which bears an oxygen atom instead of carbon next to the common side. The two rings connect to another aromatic ring to form the skeleton, as shown below: 
Deep Eutectic Solvents
The extraction media of choice for green extractions could very well be Deep Eutectic Solvents (DES). DES are solvents that occur when a mixture of substances has a melting point that is much lower than that of the two constituents. In order to form a DES system, there needs to be a hydrogen bond donor (HBD) and a hydrogen bond acceptor (HBA), which when mixed at proper ratios create a new "mesh" of hydrogen-bond-interconnected molecules with interesting physicochemical properties. DES can be highly viscous, inhibiting their use in processes that require diffusion or flow, however, research into their chemical structure, as well as the use of additives (like water), largely alleviates this issue [4] .
The potential to use multiple molecules as constituents and create a fluid mixture that can be used as a solvent is the first key interesting point regarding DES. Adding to this notion, the potential for many naturally occurring molecules to form DES, thus providing a natural solvent system with low vapor pressure; low cost, even at larger industrial scales; and the potential to remove the need for solvent retrieval (Natural DES-NaDES could remain in a consumable end product) highlights their importance. The evolution of DES, and more importantly, NaDES, means that the design of the newer solvents can focus on a solvent that is a capable and biocompatible storage media, a readily available active ingredient, a very efficient catalyst, or a molecular or compound carrier [5, 6] .
Competing with ionic liquids (ILs), another category of green solvents so far favors DES, since they are largely cheaper to produce, less toxic, and offer great variety. Seemingly, NaDES is the natural step forward from conventional ionic liquids, since they can be formed from green sources, 
Competing with ionic liquids (ILs), another category of green solvents so far favors DES, since they are largely cheaper to produce, less toxic, and offer great variety. Seemingly, NaDES is the natural step forward from conventional ionic liquids, since they can be formed from green sources, can be polar or non-polar, hydrophilic or hydrophobic, and can be tailored for any situation. DES could become designer solvents, designed and synthesized for every extraction individually, with maximum efficiency in mind.
DES can be synthesized via a number of methods. Considering the research listed in this review, predominant methods are often simple, such as stirring at room to high temperatures (80 • C), freeze-dry mixing, or ultrasound-assisted mixtures [7, 8] . The synthesis method can be selected with cost in mind (lower temperatures prevail), speed or efficiency (favoring higher temperatures and/or ultrasound assistance) or limited by the properties of the reagents (thermal-sensitive substances might require freeze-drying instead of heating due to thermal instability).
Compounds that are preferred for their natural origin and green character, and that have been heavily employed in NaDES synthesis are shown in Table 1 . All the molecules in Table 1 have been a part of DES used in flavonoid extraction. 
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Application of DES on Flavonoid Extractions
This review examined multiple research topics using DES in various methods to extract flavonoids from natural sources. All of the extraction methods agree upon the potential of DES in the extraction of plant sources, given the success of the extractions as well as the promising results in relation to conventional solvents, particularly so wherever a comparison could be directly drawn [9, 10] .
The extractions might not have the collection of a compound as the end goal. Many aimed at providing better analytical methods through the use of DES [11] [12] [13] [14] , while others attempted the creation of a substrate for several reactions or subsequent extractions (through systems constructed with the aid of DES) [15] [16] [17] .
Furthermore, all of the projects have been successful at applying DES to achieve the target extractability or otherwise consequent properties, boasting either high retrievability (for extraction), sufficiently low detection limits for analytical methods, or effective substrates and precursors for reactions. Whether utilizing DES in novel methods, attempting to increase efficiency with new approaches, such as negative pressure cavitation (NPC) [18] and these novel solvents, or applying them to older extraction systems, DES generally seem to adapt to the needs of each process. 
Furthermore, all of the projects have been successful at applying DES to achieve the target extractability or otherwise consequent properties, boasting either high retrievability (for extraction), sufficiently low detection limits for analytical methods, or effective substrates and precursors for reactions. Whether utilizing DES in novel methods, attempting to increase efficiency with new approaches, such as negative pressure cavitation (NPC) [18] and these novel solvents, or applying them to older extraction systems, DES generally seem to adapt to the needs of each process.
All of the applications that incorporated the extraction of a substance through DES, at some point and to some degree, have provided useful information towards creating a clear picture as to what affects the process of extraction through DES, and more importantly, how this happens.
Factors Affecting the Extraction of Flavonoids Using DES Separation Techniques
The careful study of the current literature concerning the extraction of flavonoids using DES reveals a set of factors, namely, temperature, molecular structure and composition of the DES, extraction time, water content, the use of additives, solvent/sample ratio, and pH, which plays an important role in the efficiency and yield of the process.
Temperature
The temperature in which the extraction takes place is naturally expected to affect the time of the extraction, as well as its efficiency and performance. In general, higher temperatures increase molecular mobility and allow extracted molecules to diffuse to the solvent quicker. Extractions through DES are no exception. More so, extractions with DES rely on temperature to decrease the viscosities of DES, which are significantly high and render extractions cumbersome.
According to the literature, the desirable temperature range for extractions is from room temperature (25 • C) to about 60 • C. Higher temperatures, aside from demanding energy to sustain (moving away from the green character of extractions), might also endanger either the DES or the target substance, since many of the natural substances involved are thermally sensitive [19] .
Very high temperatures also proved to decrease yield in some cases because of a decrease in the interactability between the target compound and the solvent of choice, regardless of the thermal endurance of either one (which is still a limiting factor nevertheless) [20] .
Molecular Structure and Composition of the DES
The molecular structure of the DES refers to the ingredients used in its synthesis. Whether a binary or a ternary system, the molecules contained in the DES are responsible for its unique properties. In extractions, it is reported that the polarity of the DES is a very important factor affecting solubility. In screening multiple DES against many samples and target compounds, the conclusion implies that the polarity of the DES used needs to be close to the polarity of the target substance. Among similar DES, one with a polarity closer to the target will present the greatest extractability. Therefore, in selecting the proper DES for extraction, polarity similarity is a top priority as far as efficiency is concerned. This might be difficult given the many potential structures of DES, but potentially enables great efficiency through novel structures that approach the polarity of each given target [21, 22] . Furthermore, the molecular interactions of both HBDs and HBAs with the target, as well as the background, need to be considered. Any competitive interactions between the ingredients of the DES and another presence in the system might interfere with the extraction efficiency to a great degree, potentially leading to a redesign of the extraction [23, 24] . An example of this occurrence comes from Cui et. al, where a change in the ratio between the donor and acceptor led to decrease in yield. This decrease was not due to polarity change or some similar factor, but due to the chloride anion that the choline and betaine carried, and which reacted with the target. Reducing their presence in the DES reduced the yield simply because of the decrease in interaction between the fewer chloride anions and the target compound [20] . Within a more general scope, with regards to the ratio of HBA/HBD, it seems that an increase in the hydrogen bond donor content leads to a decrease in the viscosity of DES. In addition, an increase of hydroxyl groups in any ingredient of the DES would promote the formation of hydrogen bonds yielding a significantly more stable DES [22] .
Toxicity
Generally, DES are reported as "safe" and "non-toxic" or of "low toxicity", without any other justification than the safety and low toxicity of their components. However, this assumption can be true only in the case of NaDES, which are constituted by naturally occurring compounds, and therefore can be considered as inherently non-toxic. Thus, the literature concerning the toxicity of DES or NaDES is still scarce, and in the majority of the published works involving their use as extraction solvents, no toxicity tests are included.
Hayyan et al. [25] were among the first to study the toxicity and cytotoxicity of DES possessing choline chloride as the HBA and glycerine, ethylene glycol, triethylene glycol, and urea as the HBD. The tested DES and their individual components did not show toxicity against Bacillus subtilis, Staphylococcus aureus, Escherichia coli, or Pseudomonas aeruginosa. The interesting finding was that the DES under study showed significantly higher cytotoxicity than their individual components against Artemia salina leaches. This striking difference in cytotoxicity was attributed to the hydrogen bonding network present in DES and definitely merits further investigation.
The toxicity of a series of NaDES against L929 fibroblast-like cells was studied by Duarte et al. [26] . The results indicated that although no clear trend regarding cytotoxicity in relation with structure was observed, the presence of organic acids as HBDs results in increased cytotoxic activity. A series of 28 NaDES containing ChCl as the HBA and a variety of HBDs were tested for their cytotoxicity against the human embryonic kidney cell line (HEK-293) [27] . The results showed that ChCl, as well as the compounds used as HBDs, were less toxic than the corresponding NaDES and that the structure of the HBD and the HBA/HBD ratio play a role in cytotoxicity.
Radošević et al. [28, 29] studied different NaDES regarding their antimicrobial activity against Salmonella typhimurium., Escherichia coli, Pseudomonas aeruginosa, Proteus mirabilis, Staphylococcus aureus, and Candida albicans as well as their cytotoxicity against human normal and cancer cell lines (HEK293T, HeLa, MCF-7). NADES containing an organic acid were found to possess good antimicrobial activity, whereas their individual components were not active. Moreover, the majority of the tested NaDES showed low cytotoxicity, with the exception of ChCl-oxalic acid, which exhibited moderate cytotoxicity selectively against cancer cells. This observation is very important and the authors claim that this can be attributed to the fact that cancer cells have higher energy demands than normal cells.
In the work of Macario et al. [30] , a series of DES comprised of ChCl, tetramethylammonium chloride ([N1111]Cl), and tetrabutylammonium chloride ([N4444]Cl) as HBAs, in combination various HBDs, were extensively studied for their cytotoxicity against two human skin cell lines, HaCaT32-35 (chosen as model for cosmetic applications) and MNT-136-38 (selected as a model to understand the potential of the DES under study for the treatment of skin disorders). The ChCl-and [N1111]Cl-containing DES were not cytotoxic, and some of them even increased cell viability. Thus, these DES can be safely characterized as "benign", at least for these cell lines, and for skin-related applications. The [N4444]Cl containing DES was cytotoxic against these cell lines, and as no clear trend regarding the relation of cytotoxicity with the HBD used was deduced, this HBA should not be considered safe for further applications.
The in vivo safety of DES and NaDES is much less studied. The first published research in which both in vitro and in vivo toxicity of DES was conducted is the work of Hayyan et al. in 2015 [31] . Four DES possessing ChCl as the HBA along with glycerine, ethylene glycol, triethylene glycol, and urea were tested against five human cancer cell lines and one normal cell line, and the individual components were tested as well. The cytotoxicity of DES in the various cell lines was found to be not negligible, and the ChCl/HBD ratio as well as the HBD structure seem to play important roles in toxicity. The in vitro acute toxicity studies indicated that the examined DES were more toxic than their individual components.
The cytotoxicity of two NaDES having ChCl as the HBA and glucose and fructose as HBDs, as well as the DES N,N-diethylethanol ammonium chloride-triethylene glycol, was studied by Mbous et al. [32] against 6 cancer cell lines. NaDES were found to be less toxic than the DES in the in vitro tests. In the in vivo tests, however, the NaDES showed higher toxicity than the DES, a result that was attributed to the higher viscosity of the NaDES.
Toxicological studies of DES and NaDES should be conducted before they are used in any application involving administration to living organisms, animals, or humans. In this context, Chen et al. [33] performed an acute toxicity study to test the safety of ChCl-glycerine DES, which was to be used as a drug carrier for salvianolic acid B. They were grateful to find that the LD50 value (Median Lethal Dose) of the tested DES was 7733 mg/kg, with a 95% confidence interval of 7130-8387 mg/kg for oral administration; thus, it can be safely administered orally, as it did not promote acute toxicity.
Belebna et al. [34] recently published the toxicity evaluation of an extract from green coffee beans rich in polyphenolic compounds. The extraction medium was NaDES (betaine-glycerol) and the studies were conducted in vivo on rats in order to investigate the potential of administering the extract as a dietary supplement. The NaDES extract induced several adverse effects after a high dose was administered orally, and the authors correctly highlight that in the case of developing food supplements based on NaDES extracts, the dose should be carefully defined after a detailed in vivo study.
Viscosity
The usually high viscosity of DES or NaDES is the major drawback that can restrict their use as extraction solvents, as it hampers penetration of the solvent in the extraction matrix. Increasing the temperature of the extraction process can lead to a decrease in viscosity, however, this option is not always the ideal choice, as it is energy consuming and some heat-sensitive phytochemicals may not tolerate the elevated temperature.
A simple way to overcome this problem is the addition of a co-solvent in the extraction medium. In most cases, this co-solvent is water, which maintains the green character of the process; however, organic solvents such as methanol have also been used. In this way, the viscosity is lowered and the extraction is facilitated [35, 36] . In the recent work of Koutsoukos et al., water was used as a co-solvent for the extraction of phenolic compounds from brown propolis using ChCl/tartaric acid NaDES, with methanol used as the co-solvent for the extraction of carotenoids from apricot pulp and shrimp head by-products using the same NaDES [37] .
The concentration of water in the DES-water or NaDES-water mixture affects the efficiency of the extraction, as has been shown by Bi et al. [38] , who showed that a mixture of the ChCl/1,4-butanediol NaDES with 35% water is the optimum medium for the extraction of myricetin and amentoflavone from Chamaecyparis obtusa. As another indicative example, the work of Zhao et al. [39] indicates that very efficient extraction of rutin from the flower buds of Sophora japonica can be successful using the DES ChCl/triethyleneglycol containing 20% water. The researchers studied the viscosities of 20 DES and concluded that the viscosity increases significantly when more hydrogen bonds are possible among the DES constituents.
The amount of added water in a DES is a factor that should be carefully monitored when DES or NaDES are applied as extraction solvents. Dai et al. [40] showed that the viscosity of DES is affected by the water content, and that if more than 50% water is present the hydrogen bond framework of the DES components is destroyed.
Another approach to overcome the problem of high viscosity is to take advantage of the enormous number of possible combinations of natural compounds that can produce NaDES, in order to design solvents of low viscosity. The latest research from Marrucho et al. [41] [42] [43] introduced a new concept-the design of less-polar NaDES with lower viscosity, formed by mixing fatty acids of different alkyl chain lengths or by combining menthol with various organic acids.
Extraction Time
Extraction times show little variance among extractions. Greater extraction times increase costs, while shorter extractions run the risk of leaving considerable quantities of target substances in the sample, rendering the process ineffective. Most of the processes reviewed have very high retrieval percentages, with extraction times ranging from 20 minutes to 2 hours. Naturally, the type of extraction also defines the extraction time necessary, with energy-assisted methods such heating, ultrasound, or microwave requiring less extraction time, but, in turn, more energy to conduct. Overall, the use of DES has enabled undeniably short extraction times for all extraction methods employed.
Water Content
Water content is another crucial factor to the efficiency of NaDES in flavonoid extractions. Water might be found in a DES system unintentionally (during the synthesis, or from remaining in a container) or intentionally through co-solution to create an aqueous system. While some NaDES could be applied as extraction media on their own, their increased viscosity would hamper the speed of extractions. Furthermore, using pure DES as extraction media could increase the costs of extractions, rendering the process cost-inefficient at the laboratory or industrial scale. To tackle this issue, aqueous solutions of NaDES have been experimentally used instead, attempting the extraction of multiple substances with aqueous NaDES solutions of various concentrations, ranging from 20% all the way up to 80%. According to the literature, particularly in studies in which the water content was a part of optimization, percentages close to 20% water content [20, 44] are the balance between creating a fluid extraction system and maintaining the hydrogen bond mesh of the DES [40] . Higher water contents tend to break the hydrogen bond structure of the DES, decreasing its effectiveness. This, however, does not imply that higher water contents would be ineffective or undesirable, as every extraction, having a great number of variables, could take advantage of higher or lower percentages of water.
DES as Additives, or Additives to DES
DES have been tested both as additives to traditional extraction or analysis systems, or have had additives combined with them in extractions, with ionic liquids being the prevalent example [45] . Sharing similar properties in structure and behavior as solvents meant that the combination of DES and ILs was inevitable.
Additives that co-exist with DES in extractions include, of course, other DES ingredients, which form ternary systems that aim at isolating multiple compounds, enhancing the efficiency of a single extraction or otherwise supplementing the processes which the system will traverse. DES can be made of multiple ingredients, as attempted on multiple occasions, however, there is no guarantee that even a carefully planned and synthesized ternary DES system will be more efficient than a binary, simpler one. Depending on the target, a ternary system could be a better or a worse option [46] .
Other additives can be added to assist the extraction of a substance or any other action, however, similarly to the ternary systems, any addition may promote or hamper an extraction, depending on the target. An example by Georgantzi et al. [47] shows that the addition of β-cyclodextrin alters the extractability of select flavonoids depending on the selected DES, benefiting one but worsening the other, with varying levels of significance based on the miscellaneous parameters of the extraction.
Solvent/Sample Ratio
The ratio of sample (solid or otherwise) to solvent used can also affect the extraction. Immersing a miniscule amount of sample into the solvent means the extraction could be inefficient at a larger scale, since only a small amount of sample is being processed at a given time. On the other hand, smothering the solvent with a copious amount of solid sample might mean the dispersion of solvent around the sample would be slower, the contact surface of the sample with the solvent could eventually decrease (compared to a lesser amount of sample), and the system would end up underperforming. Most of the literature examples, after statistical analysis or reference to previous successful work, have converged on a ratio of solid sample to solvent of 1:10, balancing the amount of sample processed with the efficiency of the method [48, 49] .
pH
The pH level of the system may dictate the form of the target compound in some cases, eventually affecting its solubility in the DES. Some DES ingredients might also be affected by the pH themselves, changing their polarity or general behavior, with beneficial or undesirable results. The form of the target (a result of the pH) may completely change the design of the extraction, given that a solvent with a completely different polarity would be extracted by a different DES than originally planned [50, 51] .
Separation Techniques
The majority of the research with regards to the use of DES in flavonoid extractions still revolves around the optimization of conditions and evaluating the performance of the extraction at a level deemed satisfactory after having modified certain parameters. Most cited attempts employed HPLC (High Performance Liquid Chromatography), UV-Vis (Ultra-Violet -Visible Spectroscopy) [12] , or other instrumental analysis, aiming to analyze the extract in order to evaluate the performance of the DES mixtures to capture the target compounds. Therefore, some reviews do not capitalize upon the separation of the flavonoids from each other or from a group of organic compounds extracted via the DES as a research point in itself, rather than as a means to examine the performance of the initial extraction. For example, research aiming at simply verifying the flavonoid content of the extract to confirm a successful NaDES extraction employed the Folin-Ciocalteu reagent in a properly prepared extract sample, which, after reaction and incubation, could be studied through UV-Vis or another method to verify the total phenolic content, and subsequently, the flavonoid content [52] .
Whenever deemed necessary, often due to the extraction methodology, some researchers opted for filtration or centrifugation prior to the commonplace HPLC analysis that would confirm the extraction of the target flavonoids [53] .
A popular and efficient solution for the enrichment and the separation of the flavonoids from the DES extract involves the use of column chromatography through a packed column with a macroporous resin (such as ME-2 [44] , NKA-9, or AB-8 [54] ), which is cleaned with deionized water, and then after exposure to the extract is eluted with aqueous ethanol. This method, however, requires further processing of the solution to isolate a particular flavonoid from a potential group of flavonoids extracted from a source. The packed column method may provide exceptionally high yields of up to 98.92% [55] .
A back extraction using an antisolvent is a simpler method of isolating the flavonoids from the DES. After centrifugation of the sample, the supernatant is diluted with an organic antisolvent such as methanol [46] , and subsequently centrifuged again to create a biphasic system. The newly occurring supernatant is the target system, leaving only the solvent to be evaporated (i.e., by vacuum centrifugal evaporation [8] ).
Finally, a novel method for extracting the flavonoids from the DES involves the mimicking of DNA denaturation in the DES, as described by Tian et al. [56] . According to their research, the main goal in removing the flavonoids from the DES is the breakdown of the hydrogen mesh that holds the DES together, which is a process similar to denaturation. The group designed an effective method of extracting the flavonoids on a chrome metal organic framework (Materials of Institut Lavoisier: MIL-100 (Cr)), from which the isolation of the flavonoids becomes easier and more selective. Initially, the DES is diluted in water (10% DES Solution), then NaCl is added, causing the HB mesh to breakdown. The subsequent addition of the MIL allows for the readily collectible flavonoids to attach to it and be easily removed from the diluted DES.
An overview of all the applications of NaDES on flavonoid extractions examined in this review is presented in Table 2 , including the bioactivity of the target flavonoids as mentioned in each study. Hyperin, 2 -O-galloylhyperin: Anti-inflammatory activity, treatment for cough, blood pressure, and can lower cholesterol; protects the cardiovascular and cerebrovascular networks.
Quercitrin, Quercetin-O-rhamnoside:
Expectorant, cough and asthma ailment, can lower blood pressure and content of fat in the blood, can increase coronary artery blood flow and cause its expansion. Chimaphilin: Secondary metabolite of Pyroloideae drude, main component of antibacterial, anti-inflammatory. and analgesic products. [21] Cajanus Cajan (L) Millsp.
ChCl (1:1) Sucrose 1,2-Propanediol Glucose Sorbitol Glycol Glycerol 1,3-Butanediol 1,4-Butanediol 1,6-Butanediol (multiple ratios)
Genistin Genistein Apigenin
Genistein: Plant estrogen with anti-oxidant, anti-inflammatory, anticarcinogenic, and protein kinase inhibitory action. Genistin: A glycoside of genistein with anticancer, antiviral, anti-oxidant, anti-inflammatory, and free radical scavenging potential. Apigenin: A naturally occurring flavonoid, with anti-inflammatory action, blood pressure decreasing potential, anti-arteriosclerotic, anti-anxiety, antimicrobial, antiviral, anti-oxidant, and free radical scavenging actions. [20] Glucose L-Proline Lactic acid 
Virgin Olive Oil ChCl
Glycerol (1:2) Lactic acid (1:2) Urea (1:2) Sucrose (1:1) Sucrose (4:1) 1,4_Butanediol (1:5) Xylitol (2:1) 1,2_Propanediol (1:1)
Malonic acid (1:1) Urea/Glycerol (1:1:1)
Several compounds
Oleocanthal: Anti-inflammatory activity, inhibits cyclooxygenase (COX-1 and COX-2) enzymes, similar to the function of ibuprofen (more bioactive roles mentioned). Oleacein: Prevents tumor cell proliferation and anti-oxidant properties. Oleuropein aglycon (Hy-EA) was found to be an anti-allergenic, to directly regulate HER-2 in breast cancer cells, and fortify against Alzheimer's disease. Hydroxytyrosol: Inhibits tumor cell proliferation and promotes apoptosis, broad range of beneficial physiological activities in terms of plasma lipoproteins, oxidative damage, platelet and cellular function, and bone health, due to its anti-inflammatory, antimicrobial, and anti-oxidant activities Lignans: Phyto-estrogens; prevention and treatment of cancer, arteriosclerosis, and osteoporosis.
[58]
D-(+)-Fructose D-(+)-Glucose/Sucrose (1:1:1) Polyphenols: Use in the food industry to prevent the oxidation of lipids. Naringin: Food additive towards treating obesity and diabetes (among other uses).
[70]
Flos Sophorae ChCl
Glycol (1:1) Glycerol (1:1) Sucrose (1:1) 1,3-Butanediol (1:1) 1,4-Butanediol (1:1,2:1,3:1,4:1) Citric acid (1:1) Lactic acid (1:1) Glucose 
Conclusions
The use of DES in the extractions of flavonoids has yielded overwhelmingly promising results. All of the applications reviewed have reported success in isolation and extraction of the target compounds, as well as competitive, if not superior, extraction rates compared with conventional solvents, in addition to the satisfactory behavior of the extract in the latter applications (such as direct analysis, synthesis or catalysis), wherever attempted.
The issue of selectivity of the DES or NaDES used for the extraction of flavonoids has not been extensively researched yet. In fact, the majority of the published works focus on the extraction efficiency evaluated in terms of total flavonoid or total phenolic content, or anti-oxidant activity, and do not usually analyze the selectivity of the solvents on the extraction of certain molecules. Obviously, this is the next step that should be investigated. As a very good indicative example, Vieira et al. [65] have screened a series of DES comprised of ChCl and carboxylic acids as solvents for the extraction of phytochemicals from the leaves of walnut trees (Juglans. regia L.). They found differences in selectivity in the extraction of 3-O-caffeoylquinic acid, quercetin 3-O-glucose, and quercetin O-pentoside among the various DES, and these results enabled them to choose the optimum system for their process. DES are extremely versatile, with variables such as the number of ingredients, their ratios, and the ingredients themselves. This versatility limits their number to the foresight and the resilience of the researcher, who can design and apply any DES to any system, through any method, with the promise that the resulting extraction will be efficient while being green, given the general properties of DES. The relatively low cost of DES ingredients coupled with an increased selectivity after careful planning means that a lean-process future would definitely involve DES in the extraction compendium.
The fact that the DES extract system has a satisfactory performance in analytical methods [12] or chemical processes means that there is the potential for circumventing the last stage of extraction (separating the extract from the DES), using the system in its entirety instead. DES, being perfectly capable solvents, albeit viscous, can act as the solvent or carrier for the extract in its following stages, in some cases aiding in the reactions it might partake in or in the overall environment the extract will inhabit. The natural origin of NaDES would mean that such systems can be used in their entirety, even in products to be used or consumed by people (such as cosmetics or pharmaceuticals), without the need for extract isolation and further processing.
A pioneer example of NaDES being utilized as both an extraction medium and a biocompatible, consumer-grade carrier is the patented process by Lavaud et.al. [74] , which encompasses all of the advantages and the potential they provide. This patent officially links the laboratory research results regarding the use of betaine-based NaDES, mixed with glycerol or water, for the extraction and storage of natural extracts from plants or microorganisms, and the subsequent use of the extract directly as a uniform, natural-origin product. Evidently, the patent of such a method means that the industry is ready and willing to employ NaDES as an immediate extraction-carrier system, even on a consumer level.
This summary of flavonoid extractions via DES incorporates the essence of green chemistry, and the future of chemistry in general. Tailor-made solvents are applied to carefully designed conditions to collect a very valuable substance from a natural source with as little waste as possible. The simplicity of this sentence is deceptive, since careful design and research is required to replace conventional methods, however, these promising results can only act as fuel for future research.
